We previously published a paper reporting the apoptotic nature of first trimester human decidual T cells ( Kopcow et al 2008). New experiments and data re-analysis produced confirmatory, negative and contradictory results. We had previously shown by TUNEL and sub diploid DNA content analysis (SD) that ex-vivo decidual T cells, isolated either as CD3+ cells or as CD4+/8+ cells, are apoptotic and that the level of apoptosis differs significantly from peripheral blood T cells isolated in a similar way. Data re-examination including data points previously unintentionally ignored results in indetermination in the dataset structure with contradictory statistical significance results between TUNEL and SD and the two isolation approaches. Furthermore, data disaggregation and granular examination reveals discrepant TUNEL and SD readings within individual samples.
Introduction
In the above cited paper we reported the apoptotic nature of human decidual T cells.
Reexamination of the data and new data gathered after publication does not allow to establish with certainty whether decidual T cell (dT) are or are non-apoptotic.
Evidence of dT apoptosis in the paper was based on three observations. 1) Annexin V staining of decidual lymphocytes resulting in a CD3+ lymphocyte population that stained brighter than other decidual lymphocytes with Annexin V-FITC (Fig 4A and A' in the paper).
2) Flow cytometry TUNEL (Fig 4B and B' in the paper) and Subdiploid DNA content analysis (SD) (Fig 4C and C' in the paper) of FACS sorted dT and pT cells.
3) TUNEL and anti-CD3 staining co-localization in serial sections of decidual histological prepartions (Fig 5 in the paper) .
Due to reports of difficulties in reproducing the Annexin V staining results.a side by side repetition was conducted and TUNEL and SD data were reexamined
Results

TUNEL and subdiploid DNA content analysis.
Based on the N reported for each experimental group and the total number of datafiles available, some samples were inadvertenly ommitted from the analysis and one reading was counted twice. A new analysis is presented here including all samples taking into account the following considerations:
Data disagregation reveals ambiguities in the dataset structure:
Samples were ran on a FACScalibur flow cytometer on two different days.
Most, but not all, samples of the group ran on the second day presented a shift to the right of the TUNEL main peak. It is reasonably commonly assumed that TUNEL and SD data for each sample should be somewhat consistent as both are indicative of the level of DNA fragmentation and are obtained from the same experimental tube on a single run. In our dataset TUNEL and SD content values are more consistent if one corrects for the TUNEL peak shift on the second day group.
-The two groups of samples were stored for different times in 70% ETOH at -20C after fixation and before completing TUNEL processing and running on the FACSCalibur flow cytometer. The first group of samples was stored for 2 to 7 days, the second group for 21-30 days. According to the TUNEL KIT manufacturer's instructions (APO-BRDU™ Kit, BD Biosciences) samples can be kept at -20 for several months, however it can not be ruled out that the different storage time or some other unidentified factor may have affected results, in particular the major TUNEL peak shift to the right of the majority of the second group of samples.
Taking all these facts into consideration, reanalysis of the data including all samples and correcting for the second group TUNEL peak shift, reveals a higher percentage of apoptotic decidual T cells (dT) than peripheral blood T cells (pT) as reported. However, Therefore the statistical significance analysis results are contrasting between TUNEL and SD and the two cell isolation approaches ( ie. as CD3+ or CD4/8+ cells).
Granular examination of the data reveals a data anomaly , a decidual T cell sample (S1, depicted in red Supl Fig 1) Therefore ex vivo dT cells were positive for annexin V staining presenting discrepant results for TUNEL and SD depending on the isolation method ( as CD3+ or CD4/8+).
dT Annexin V staining reproducibility problems and effect of incubation at 37 C during isolation.
Some time after publication of the paper, there were claims of difiiculty in reproducing the Annexin V staining pattern of dLs isolated using two protocols: The ficol protocol described in the publication which involved DNAse and Collagenase digestion of decidual tissue, obtention of a single cell suspension passing the cells through 100um, 70um, and 40um cell strainers, Incubation at 37C for 90 to 120min to remove adherent cells, and subsequent lymphocyte isolation by ficol ( protocol described in Kopcow et al 2008) . This isolation procedure is referred from here on as the Ficol protocol. The second protocol referred as the Percol protocol, was similar but omitted the incubation at 37C and achieved lymphocyte isolation using a 20%-45%-68% Percol gradient rather than Ficol and is described elsewhere (Tilburgs et al 2015) . Those claims were taken with great surprise given the robustness of the dLs annexin V staining pattern previous to publication.
As one of the differences between the two protocols was the incubation at 37 C, the effect of 37 C incubation during the ficol isolation protocol on dLs AnnexinV staining patterns was evaluated focusing on CD3+ dT and decidual NK cells (dNK). In two out Thus, it is often the case that the requirement for certainty and coherence of the publication process, sometimes demanding the exclusion of negative data during the review process, ends up leading to the construction of a narrative, among other possible narratives. Given that our minds need of linear narratives in order to make thing intelligible, this is acceptable , as long as it is understood as such, leaving open the possibility for alternative experimental and interpretative perspectives.
